The possibility of cultivating N. gonorrhoeae on artificial media aids its isolation for diagnostic purposes and microbiological study. Numerous growing media and maintenance or transport media, have been described, each trying to meet the nutritive requirements of N. gonorrhoeae, which is a very fragile organism outside the human host.
During recent years tissue cultures have been used as culture media for a great variety of viruses and bacteria. The gonococcus has been grown in tissue cultures in order to study its phagocytosis in vitro or its sensitivity to antibiotics following phagocytosis (Thayer, Perry, Field, and Garson, 1957; MeyerRohn and Rohde, 1961; Rohde and Meyer-Rohn, 1961) .
In the present paper we report a study of the behaviour in time of gonococci grown in tissue cultures and the maintenance of some strains by successive subcultures.
Materials and Methods
In our experiments KB cell cultures were prepared according to the trypsinization procedure of Dulbecco and Vogt (1954) . The medium from the storage culture flasks was removed and replaced by a 012 per cent. trypsin solution in PBS (phosphate-buffer solution); the flasks were incubated for 10 min. at 37°C., and the liquid centrifuged for 10 min. at 1,000 r.p.m.; the cellular sediment was washed with PBS and centrifuged again to remove traces of antibiotic. The sediment was suspended in the growth medium which contains according to Aderca and lanconescu (1962) -the following: Hanks's solution (Hanks, 1955) Ordinarily the tubes can be used after an incubation of at least 48 hrs, an interval which is long enough to permit the elimination of possibly infected tubes. The tubes may be used for a maximum of 5 to 6 days after preparation.
The cultures of N. gonorrhoeae were obtained on solid Peizer-Steffen medium from cases of gonorrhoea in men and women. After the customary 48 hrs incubation on this medium the colonies were transferred to the cell culture tubes which were then re-incubated. For each strain of gonococcus at least five tubes were inoculated.
Results
After 24 hours the macroscopical examination of the tubes shows in the liquid medium rather large and numerous pellicles, which being stirred break up in smaller particles. From the third day on, these pellicles gradually become more friable so that eventually the medium turns uniformly muddy.
The cell culture is also affected concomitantly with the above changes. Within the first 24 hours the cellular layer presents here and there empty spaces caused by the detachment of cells from the walls, a phenomenon which becomes intensified on the second day and is completed on about the fifth day, when no more cells adhere to the glass wall.
Smears made from the liquid media were fixed by means of methanol and stained with Gram stain, methylene blue, or Giemsa stain. Examination after 24 hours reveals massive clumps of gonococci, the microscopical expression of the pellicles which were visible to the naked eye. These neisserian clumps seem to be disposed upon a material substratum composed of detached cells or of their remains. But often this substratum can no longer be seen, being literally covered by the organisms. After 48 hours these gradually diminish in the smears and there is 171 an increasing production of amorphous material, somewhat granular or reticular, and staining weakly (Figs 1 and 2) .
About 6 to 7 days after the inoculation the amorphous substance predominates in the smears, while isolated gonococci still persist here and there. The disappearance of gonococci does not occur at a definite time, but is mostly complete after 2 weeks.
Sometimes the organisms persist in culture for a long time; in one case they were still present after 88 days.
It is worth mentioning that subcultures are always possible from these gonococcus cultures. At present we have maintained 3 such strains, the oldest for 175 days since the first inoculation. For technical reasons The cell-free liquid medium failed to support the growth of gonococci. It is also obvious that the gonococcus is directly influenced by the composition of the medium. In our medium, which is entirely different from that used by Thayer, Perry, Magnuson, and Garson (1957) and by Meyer-Rohn and Rohde (1961) , the organisms developed in all tubes in the best possible conditions. In a supplementary trial we inoculated in parallel tissue cultures prepared with other growth media, i.e. TC Medium 199 (Difco) or TC Medium Scherer (Difco), both with an addition of 20 per cent. calf serum. This experiment showed that in tissue cultures with the former medium the gonococcus grew as well but more slowly, but in the latter not at all. It should be mentioned that multiple bacteriological screenings performed at various stages during the investigation, enabled us to rule out any suspicion of contamination with common bacteria.
The cultivation of gonococci in tissue cultures is interesting for the following reasons:
(1) An extremely abundant growth of organisms is obtained 24 hours after the inoculation which enables antibiotic sensitivity tests to be prepared one day earlier than by routine methods.
(2 
